Materials and Reagents
2. Isolate CD8 + splenic DCs as described (Ghosh et al., 2012) . Briefly, isolate total splenocytes by mechanical shear using the frosted surface of glass slides in 10 ml 1xPBS
(pH 7.4). Perform RBC lysis with 3 ml of RBC lysis buffer for 5 min at RT. Wash twice with 12. Incubate at 37 °C for 18-24 h in a 5% (v/v) CO 2 incubator.
13. Next day, spin the plate at 500 x g for 2 min at RT, gently aspirate the medium and wash the cell cultures twice with 100 μl of 1x PBS. The cells are non-adherent or loosely adherent so centrifuging the plate is necessary to avoid loss of cells during the washing step.
14. Add 100 μl of 0.15 mM of CPRG solution in CPRG lysis buffer (0.5% NP-40 in 1x PBS).
15. Incubate at RT in the dark for 6-24 h. 15. After 3 days, harvest spleen and lymph nodes (inguinal and mesenteric) by mechanical shear as in step 1. Briefly, isolate total splenocytes by mechanical shear using the frosted surface of glass slides in 10 ml 1x PBS (pH 7.4). Perform RBC lysis with 3 ml of RBC lysis buffer for 5 min at RT. Wash twice with 10 ml 1x PBS (pH 7.5) by centrifuging at 300 x g for 5 min at RT. 
